may have supported Cas5 binding to the partial repeat sequence at the 5' end of this transcript end after Cas6 cleavage and further stimulated Cas7 backbone formation on this RNA. This way also Cas5-Cas7-Cas8e subcomplexes would have been co-purified with the investigated Cascade complexes. These RNA in these subcomplexes did, however, not contain a corresponding target in the plasmids that were used for single molecule and biochemical analysis. Therefore, it is unlikely that the presence of the subcomplexes would interfere with the assays that were used for analysis of the full Cascade complexes. plasmid DNA that contained a single target as indicated by the schemes on the left. The cleavage kinetics was measured for the fully matching target, the wt-sized target, the T6 target containing mismatches at base-pair positions 28-33 and a non-specific target. Table S3 . crRNA guides used in this study, Related to Figure 1 . Sequence stretches in green color mark the wt spacer region. Sequence stretches in purple mark the extended spacer region.
crRNA guide Sequence 5'-3' Description Ref.
-12 GUGAUCCUAUACCUAUAUCAAUGGCCUCGUUUUUCCCGCACACGCGGGG crRNA with spacer shortened by 12 nt, encoded by pACYC-minCR-12 Table S4 . Sequences of the protospacers and of DNA oligonucleotides used in this study, Related to Figures 2, 3 and 4 .
For the protospacer sequences (first four sequences), sequences stretches in green define matching regions to the longest crRNA spacer (57 nt length, depicted in green and violet as the bottom strand), while sequences stretches in red define non-matching sequences to the longest spacer. The PAM sequence is shown in orange.
DNA substrate
Sequence of dsDNA Ref. 
Fully matching target

